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157] ABSTRACT

Polyether antibiotic material is liberated from agglom-
erates containing a lipid material and the polyether
antibiotic material by separating the polyether antibi-
otic from the lipid through formation of an acid salt of
the hpid and a desired acid salt of the polvether antibi-
otic. The agglomerates can be formed during fermenta-
tion or produced by adding lipids afterwards.
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POLYETHER ANTIBIOTIC RECOVERY AND
PURIFICATION

BACKGROUND OF THE INVENTION

1. Field of the Invention

The present invention relates to a method for prepar-
Ing a polyether antibiotic.

2. Description of the Background Art

Polyether antibiotics can be generally characterized
as carboxylic acid ionophores which can be produced
by culturing Streptomyces type microorganisms. These
polyether antibiotics have a basic structure generally
consisting essentially of the elements oxygen, hydrogen
and carbon and possibly nitrogen and have a molecular
weight in the range of about 300 to about 1800, most
often from about 400 to about 1200. They have low
solubility in water, are generally soluble in low molecu-
lar weight alcohols, ethers and ketones, and have at
least one, and usually one or two, carboxylic acid
groups. A generally comprehensive review of this class
of antibiotics is set forth in Westley, Ady. Appl. Microbi-
ology, 22:177-223 (1977). At least twenty different poly-
ether antibiotics were known at the time the Westley
article was written. Since then, additional polyether
antibiotics have been discovered.

In the previously noted publication, Westley classi-
fied the known polyether antibiotics into four separate
classes based on ability of the particular antibiotic to
effect the transport of divalent cations and based on the
chemical structure of the particular antibiotic. Using
these criteria, Westley defined class 1a as those poly-
ether antibiotics which are monovalent polyether anti-
biotics. In addition, the polyether antibiotics of this
class have a generally linear configuration, i.e., the car-
boxylic portion of the polyether molecule is attached
either directly or indirectly to a terminal ring structure.
They generally include from about four to about six
tetrahydropyran and/or -furan structures and up to six
total ring structures. Included in class 1a are the poly-
ether antibiotics monensin, laidlomycin, nigericin,
grisorixin, salinomycin, narasin, lonomycin, X-206,
SY-1, noboritomycins A & B, mutalomycin, and al-
borixin.

Class 1b of the polyether antibiotics are defined by
Westley as monovalent monoglycoside polyether anti-
biotics. These polyether antibiotics, as the class name
suggests, include a glycoside type structure, more spe-
cifically, a 2,3,6-trideoxy-4-O-methyl-D-erythrohex-
apyranose moiety, which is attached to the polyether
molecule such that a non-linear type molecule is
formed, i.e., the carboxylic portion of the polyether
molecule is attached either directly or indirectly to a
non-terminal ring structure or the molecule has a side
chain ring structure, e.g., a 2,3,6-trideoxy-4-O-methyl-
D-erythrohexapyranose moiety.' Generally, the poly-
ether antibiotics of this class contain about six or seven
tetrahydropyran and/or -furan structures. Included
within class 1b are the polyether antibiotics septamycin,
dianemycin, A-204, lenoremycin, carriomycin and
etheromycin.

Class 2a as defined by Westley is directed to divalent
polyether antibiotics. These antibiotics have a generally
linear configuration, may contain from about two to
about three tetrahydropyran and/or -furan structures,
up to about three total ring structures and no nitrogen
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atoms. Included within class 2a are the antibiotics
lasalocid and lysocellin.

Westley's class 2b of polyether antibiotics is directed
to divalent pyrrole ethers and thus, in contrast to the
antibiotics of the other classes, the class 2b antibiotics
contain one or more nitrogen atoms. 'Included within
class 2b are the polyether antibiotics X-14547, and A-
23187 also known as calcimycin.

Polyether antibiotics are generally produced by fer-
menting a nutrient-containing liquid fermentation me-
dium or broth inoculated with a microorganism capable
of producing the desired antibiotic. Suitable liquid fer-
mentation media are generally aqueous dispersions con-
taining sources of assimilable nitrogen and carbon as is
known in the art. The fermentation media can also con-
tain a variety of optional ingredients, if desired. such as
for example, pH adjustment agents, buffers, trace miner-
als, antifoam agents, and the like.

Known methods for recovering polyether antibiotics
from fermentation broths generally involve compli-
cated and expensive multi-stage solvent extractions and
related filtration, chromatography, concentration, and
crystallization operations. For example, the procedure
to 1solate and purify lysocellin first described by Ebata
et al. used acetone, n-butanol and methanol (Ebata et al.,
J. Antibiotics, 28:118-121 (1975)). U.S. Pat. No.
4,033,823 describes an extraction process Involving
ethyl acetate, acetonitrile, hexane and methanol for
recovering lysocellin. Commonly owned U.S. Pat. No.
4,478,933 describes various purified manganese-contain-
Ing antibiotic complexes extracted from the dried bio-
mass using suitable organic solvents followed by crys-
tallization or precipitation of the complexes. All of
these processes follow a rather standard approach in
which fermentation broths are subjected to organic
solvent extraction to recover the polyether antibiotics.
The isolation and purification of polyether antibiotics
using extraction methods have been extensively re-
viewed in Hamill et al, “Polyether Antibiotics™ Pp.
479-320, J. Chromatogr. Lib., Vol. 15. Antibiotics: Isola-
tion, Separation, and Purification, ed. by Weinstein, M.
J. and Wagman, G. H. (1978).

There remains a need in the art for a method for
preparing polyether antibiotic material without the
need for complicated and expensive multi-stage solvent
extractions and related filtration, chromatography, con-
centration and crystallization operations and the like.

SUMMARY OF THE INVENTION

In accordance with the present invention, a method
for recovering and purifying a polyether antibiotic ma-
terial comprises liberating polyether antibiotic from
agglomerates containing a lipid material and said poly-
ether antibiotic by separating said polyether antibiotic
from said lipid material through formation of an acid
salt of the lipid material and a desired acid salt of the
polyether antibiotic.

DETAILED DESCRIPTION OF THE
PREFERRED EMBODIMENTS

Polyether antibiotic materials generally are obtained
by cultivating a polyether antibiotic-producing micro-
organism in a fermentation broth wherein the lipophilic
polyether antibiotic is secreted into the aqueous fermen-
tation medium. For example, the polyether antibiotic
tysocellin can be produced by cultivating a lysocellin-
producing strain of Streptomyces.
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The present invention is applicable to agglomerates
formed between polyether antibiotic material and a
saponifiable lipid. The agglomerates (or aggregates) can
be formed by producing a polyether antibiotic through
cultivation of a polyether antibiotic-producing microor-
ganism in a generally aqueous fermentation broth under
conditions wherein at the end of fermentation sufficient
lipid i1s present in the fermentation broth to form dis-
crete agglomerates with polyether antibiotic in the fer-
mentation broth. As fermentation proceeds, polyether
antibiotic accumulates in the broth, and it has been
found that if a lipid is present in the medium, the poly-
ether antibiotic is attracted to the lipid due to the lipo-
philic nature and water insolubility of the polyether
antibiotic. If, at the end of fermentation, sufficient lipid
1s present in the fermentation broth, agglomerates in the
form of separable paste or pellets will form between the
lipid and polyether antibiotic.

For growth of the microorganism and production of
polyether antibiotic, a fermentation broth contains as-
similable sources of carbon and nitrogen, and may con-
tain trace elements and other optional ingredients, as 1s
known in the art. The lipid with which agglomerates
are formed can be assimilable source of carbon for the
microorganism.

Examples of lipids with which agglomerates can be
formed with polyether antibiotics include glyceride fats
and oils, free fatty acids, and phospholipids such as
lecithin. If during fermentative production of the poly-
ether antibiotic, a principal carbon source other than a
lipid is used, or the carbon source is depleted at the end
of fermentation, it may be necessary to add sufficient
lipid at or near the end of fermentation in order to form
agglomerates. Advantageously, at least a portion of the
principal carbon source during fermentation comprises
the lipid.

An assimilable source of nitrogen is also provided in
the culture medium. Suitable sources of nitrogen in-
clude yeast, yeast-derivated products, enzyme-hydro-
lyzed caseine, peptones, cornmeal, soybean meal, cot-
tonseed meal, amino acids such as glutamic acid, and
the like.

Nutrient inorganic salts can also be incorporated in
the culture medium such as soluble salts capable of
vielding sodium, magnesium, calcium, ammonium,
chloride, carbonate, sulfate, nitrate, and like 1ons. Es-
sential trace elements necessary for the growth and
development of the microorganism should also be in-
cluded in the culture medium. Such trace elements
commonly occur as impurities 1in other constituents of
the medium in amounts sufficient to meet the growth
requirements of the organism.

Polyether antibiotics are produced by growing the
polyether antibiotic-produced microorganism in an
aerated, agitated, submerged culture with the pH of the
broth adjusted to about neutral, 1.e., from about 6.5 to
about 7.5. Fermentation can generally be carried out at
slightly elevated temperatures, e.g., between about 25°
C. and 35° C. Incubation of the broth can be carried out
for a period of several days, e.g., from about 4 to 12
days or longer if it is economically advantageous to do
SO.
It may be necessary to add small amounts (i.e., 0.2
ml/1) of an anti-foam agent such as polypropylene gly-
col to large-scale fermentation media if foaming be-
comes a problem. Excessive foaming may occur, for
example, when fatty acids are added initially to the
fermentation broth as the principal carbon source.
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In one embodiment, the »id which forms agglomer-
ates with polyether antibio = i1s comprised of glycer-
ides, fatty acids or a mixture ' ereof. Suitable glycerides
include soybean oil, safflowe o1l, cottonseed oil, ses-
ame oil, olive oil, rape oil, p nut oil, corn oil, sun-
flower oil and like vegetable ¢ s, cod oil and like fish
oils, and lard and like animal-fat- 11d-oils. Vegetable oils
are preferred glycerides, with soy =2an oil being particu-
larly preferred.

Suitable free fatty acids for fo. ming agglomerates
with polyether antibiotics with or wvithout glycerides
include saturated fatty acids such as l.. :ric acid, myristic
acid, palmitic acid, stearic acid, arac :dic acid, ligno-
ceric acid and the like, and unsaturatec “atty acids such
as palmitoleic acid, oleic acid, linoleic 1icid, linolenic
acid, arachidonic acid and the like. Ur :turated fatty
acids are preferable, with oleic acid be. g most pre-
ferred.

A respective ratio by weight of polyeth. - antibiotic
to lipid in the fermentation broth of about 1.. »r greater
will generally produce separable agglomer. s in the
form of semi-solid paste or pellets. If the ratio . - weight
of polyether antibiotic to lipid is less than abou !:2, the
resulting otly mass containing accrued polyethe intibi-
otic tends to clog screens and is difficult to sc ~arate
from the balance of the fermentation broth.

According to one embodiment, the respective 1tio
by weight of polyether antibiotic to lipid in the ferr. :n-
tation broth at the end of fermentation is from about 2
to about 3:1. Generally, if the ratio of polvether anti -
otic to lipid 1s greater than about 3:1 by weight, separ.
ble agglomerates will form between the available lipic
and polyether antibiotic, but non-aggregated polyether
antibiotic will remain in the fermentation broth due to
an insufficient amount of hipid, making recovery of the
non-aggregated antibiotic material difficult.

If at the end of fermentation the respective ratio by .
weight of polyether antibiotic to lipid in the fermenta-
tion broth 1s from about 1:]1 to about 2:1, the resulting
agglomerates take the form of solid or semi-solid pellets
or beads ranging 1in size from about 3 mm to about 10
mm which may easily be separated from the broth using
a coarse screen (e.g., U.S. standard series No. 335). If
desired, the separated agglomerates can be washed with
water to further cleanse the material.

During fermentation, the fermentation broth advan-
tageously contains as a principal carbon source a mix-
ture of free fatty acids and glycerides, most preferably a
mixture of oleic acid and soybean oil. Desirably, the
respective ratio by weight of oleic acid to soybean oil
during at least a portion of fermentation is from about
4:1 to about 1:1.

Free fatty acids, such as oleic acid, are much more
quickly metabolized during fermentation as compared
to glyceride oils, but are generally quite toxic to micro-
organisms except at low concentrations. Free fatty
acids can thus advantageously be used to obtain higher
antibiotic yields or titers by continuously feeding low
concentrations of free fatty acids to the broth during
fermentation at about a rate at which the free fatty acids
are metabolized. If free fatty acids are used alone during
fermentation as principal carbon source and are de-
pleted at the end of fermentation, accruing crystals of
polyether antibiotic are freely suspended in the fermen-
tation broth and do not form agglomerates. Addition of
at least a small amount of glycendes with free fatty
acids during fermentation, which is preferably fed on a
continuous basis to the on-going fermentation, can re-
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sult in sufficient glycerides being present in the broth to
facilitate the formation of agglomerates.

Advantageously, the free fatty acids are fed to the
broth in combination with glycerides during fermenta-
tion. For example, oleic acid and soybean oil are fed in
a respective ratio by weight of from about 4:1 to about
1:1 to the fermentation broth to achieve and maintain an
oleic acid concentration in the fermentation broth of
from about 0.1% to about 0.4% by weight during fer-
mentation. The free fatty acids and glycerides are fed to
the broth during fermentation until the desired concen-
tration of lysocellin in the. fermentation broth is
achieved, e.g., generally in about 10-12 days.

At the end of fermentation, e.g., during the last 24
hours of fermentation, a respective ratio by weight of
polyether antibiotic to lipid in the broth of about 1:2 or
greater 1s achieved to form agglomerates which are
separable from the broth. If excess lipids are present in
the broth during the final stages of fermentation, lipid
addition to the broth is terminated until sufficient lipids
have been metabolized to achieve the desired ratio. If
insufficient lipids are present in the broth towards the
end of fermentation, additional lipids may be added.
The resulting agglomerates can be separated from the
balance of the fermentation broth by screening as noted
above.

If no agglomerates are formed during fermentation,
an additional oil agglomeration step in a mixing tank
can also produce oil/antibiotic aggregates by adding
appropriate amount of lipids, e.g., soybean oil, oleic
acld, corn oil, olive oil and the like. The optimum ratio
for water dilution is from about 1:1 to about 1:3, the
weight percentage for the added lipids is from about
0.5% to about 5%, and the mixing time is from about 30
minutes to about 5 hours. The resulting agglomerates
contain about 20% to about 70% lysocellin at a step
yield of about 30% to about 99%. Addition of air is also
beneficial to promoting agglomerate formation and
flotation to separate the agglomerates from the medium
containing cell debris and/or mycelium impurities. This
lipophilic nucleation/aggregation process is operated
preferably at pH of about neutral (6-7) and at ambient
temperature; no other modifiers or additives are needed.
The optimum agglomeration conditions may depend on
the fermentation broth consistency and the original

MICTroorganism strain.
For recovery of the polyether antibiotic from the

agglomerates, the agglomerates are mixed with water
several times to remove residual aqueous broth, cell
debnis, and/or mycelia. The clean agglomerates are
then added to an aqueous solution with base (e.g., 2%
NaOH (aq) or KOH (aq)) to achieve and maintain a pH
of about 10 or higher, in order to form an acid salt of the
lipid and liberate the polyether antibiotic as an insoluble
acid salt. At the same time, free acid or other salts of the
polyether antibiotic can be converted to the desired salt
form of the product, e.g., sodium salt with NaOH, po-
tassium salt with KOH. Preferably, the aqueous me-
dium has a weight of from about 5 to about 20 times that
of said agglomerates, and the pH is raised to about
12-14 by NaOH addition. In order to facilitate rapid
formation of acid salts of the lipids present in the ag-
glomerates, the solution containing agglomerates and
NaOH is advantageously agitated for from about 1 to
about 5 hours to substantially form said salts of the lipids
to hberate the insoluble polyether antibiotic salts.

The insoluble polyether antibiotic material then is
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aqueous soap solution. The wet solids are reslurried
several times into water to further remove residual base
and lipid salts. The solution can be dewatered by solid-
hquid separation, e.g., centrifugation or filtration, to
1solate lysocellin solids, which are then dried in a vac-
uum oven or tumble drier to obtain the final product.
This process has been utilized to obtain lysocellin puri-
ties for dried solids obtained directly from the soap
solution in the range of from about 70-99%. Optionally,
additional hexane washes can be utilized to improve the
purities to 95-99% without significantly decreasing
recoveries, since the solids from the NaOH solution
generally contain more than 909% of the desired sodium
salt of lysocellin which is essentially insoluble in hexane.
Additional sodium conversion is possible for the crude
lysocellin crystals when mixed with caustic in metha-
nol. The crude lysocellin crystals can also be dissolved
into methanol, ethanol and the like, to filter off the
insoluble impurities, e.g., mycelia and cell debris.

The present invention can be utilized to prepare a
polyether antibiotic material of high purity without the
need for complicated and expensive multi-stage solvent
extractions and related filtration, chromatography, con-
centration and crystallization operations.

The invention is further illustrated by the following
examples which is not intended to be limiting.

EXAMPLE 1

Seed Development

Capsules of seed culture of a lysocellin-producing
strain of 8. cacaoi var. asoensis containing 1 ml of culture
in glycerol were stored at —80° C. The content of one
capsule was added to 80 ml first stage inoculum medium
in a2 500 ml Erlenmeyer flask. The medium contained (in
wt. 90) glycerol (2%), Bacto Peptone (19%), Bacto Meat
Extract (1%), and tap water to volume. The flask was
iIncubated on a rotary action shaker (~ 350 rpm) at
28°-30° C. for 48 hours (until satisfactory growth was
established), and this seed was used immediately to
inoculate the second stage inoculum as follows.

2.5 Percent of the first stage inoculum was added to
100 ml second stage inoculum medium in each of sev-
eral 500 ml Erlenmeyer flasks. The medium contained
(by wt. %) soybean oil (2.5%%), soybean flour (2.5%),
KH;PO;4 (0.15%), K:HPQ4 (0.15%%), and the trace ele-
ments FeS04. TH20 (5 ppm), MnSO4-H>O (1.5 ppm),
CoCl2-6H,0 (0.5 ppm), and distilled water. The flasks
were Incubated on rotary action shakers (~ 350 rpm) at
28°-30° C. for about 24 hours. The second stage inocu-
lum was transferred immediately from shaker to fer-

menter,
EXAMPLE II

Main Fermentation

In separate fermentations, 200 milliliters from 2 flasks
of the second stage inoculum were used (~2% wt.) to
inoculate a 20-liter sterilized fermenter containing (by
wt. %) as “‘standard” principal medium soybean flour’
(4.5%), soybean oil (3%), KH,PO; (0.05%). K-HPQy,
(0.15%), and CoCl3-6H20O (1 ppm). Hodag K-67 anti-
foam (about 0.19%) and tap water to about a 10 liter
volume. The pH of the inoculated medium was about
neutral and did not require any further pH adjustment.

The physical parameters for fermentations using a
New Brunswick fermenter were as follows:
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m———-—n—_—-ﬂ___

Medium, volume 10,000 mi
Air 10 1/min (5 1/min during first
16 hr)
PSI g 4 3
A gitation 2 impellers,
10.8 cm diam.
RPM 650
Temperature 29-30° C.
i : . . . 10
QOleic acid alone, mixtures of oleic acid and soybean
oil or soybean oil alone was fed into the various fermen-
tation broths when the pH of the fermentations began to
rise, indicating the development stage of the fermenta-
tion (about 15-20 h after inoculation). The feed rate was , .

about 0.5% to 1.5% (wt.) per day to maintain an oleic
carbon source concentration in the medium in the range

between 0.1 and 0.4%.
The fermentation results are shown in Table 1 below,

The above table demonstrates aggregate formation
obtained according to the invention.

EXAMPLE II1

A number of fermentation batches produced by
Streptomyces type strains did not form any discrete oil
droplets; the lysocellin crystals were well dispersed in
the aqueous medium as observed by microscope. Six
randomly selected experiments shown in Table 2 repre-
sent the batches produced by three different mutated
strains from three different-size fermentors over a per-
iod of one year. Various glycerides, fatty acids, or mix-
tures thereof were used to selectively catch the lipo-
philic lysocellin crystals to form agglomerates outside
fermentors. A wide range of amount of lipids (0.5-8%),
dilution (1:3-1:5), mixing time (1-4.5 hours) was tested
to recover lysocellin. The results are summarized In
Table 2 which demonstrates that high yield (73-100%)
can be achieved via oil agglomeration, thus significantly

which indicates the feed mixture used, final lysocellin ,, reducing the volume for downstream purification.

titers and agglomerate formation.
TABLE 1

M

Final Lysocellin Titers in Fermentation
Using Varnious Feeding Combinations of

Oleic Acid and Soy Oil

Ininal

Final Soy Oil _Feed Mixture Agglomerate Separation
Batch Variation Lysocellin  in Medium  Soy Qil  Oleic Acid bv Screenng
No. Medium Titer g/1 e e Te r Agglomerates % Filtrate

W

1007+ Oleic Acid Fed

] a 335 3 O 100 very few agglomerates

2 b 29 3 0 100 very few agglomerates
209 Sovbean Oil/B0% Oleic Acid Fed .

3 none 29 3 20 80 80 20

4 none 26 3 20 80 91.5 8.5

5 c 36 R 20 80 88 12
30% Soybean Qil/70% Oleic Acid Fed

6 C 29 3 30 70 91 9
40% Soybean Ql/60% Oleic Acid Fed

7 none 32 3 40 60 94 6

8 none 36 3 40 60 g2 R
60¢t Soybean Oil/#09% Oleic Acid Fed

G none 3] 3 60 40 96.3 3.7
1009 Soybean O1l Used

10 a 19 7.5 (no feed) 78 22

il a 19 7.5 {no feed) small oily beads - not

screenable

W
a Medium contains soy flour {(3.5%), soy oil (according (o table). KHaPO (. 17%), K:HPOs (2% ), CaCO; (47%) FeSOLTH0
(50 ppm), and CoCl,.6H:0 (2 ppm). with tap water.

b Medium contains soy flour {4.55%), soy oil {according 1o table), KH;PO4 (.05%), K:HPO ((15%). CoCly.6H,0 (1 ppmi. with

tap water,
¢ Only variation tom "standard” medium described above 1s D.4% soy Rour.

TABLE 2

W

Agglomeration with Various Lipids to Recover Lysocellin
from Fermentation Brmhg.__Pmduced by Diﬂ'erem_S_g_rains

Strain

Titer (g/1)
Agglomerating
Lipid

Wit. % Lipid/Beer
Dilution w/Water
Mixing Time (hr)
pH

e Lvso in Agglom.

_ _ ___Baich No. _
IL 9L 25 17 19 49
1-15 [-15 3-1 4-1 4-2 4-2
20 13 24 BT 10 30
Oleic Acid? Oleic Acid? Oleic Acid/ Soyoil Olive Oil  Corn Oil
Sovbean Ol
1.5% 1.5% 0.5¢:/0.5% 8¢k S €% 467
1:3 1.3 " 1.5 1:3 1.3 ] .3
2 1 ] 4.5 3 3
6-7 6-7 6-7 7 7 7
62.50 79.6 34 .4¢ 18.2 29.0 5.6
15 9.6 1.2 <01 1. 0.5

% (leate in Agglom.
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TABLE 2-continued

10

Agglomeration with Various Lipids to Recover Lysocellin
from Fermentation Broths Produced by Different Strains

L Batch No.
1L 9] 25 49 49
¢t Step Yield 101.0 95.5 72.6 16.9 82.6 88.1

“Oleic acid {Emersol 221) contained 73% oleic, 8%% linoleic, 3% myristoleic, 19% linolenic: 4% palmitic, 3% myristc,

and traces of lauric anl stearic acids.

SAcid salt formation (pH = 12 for two hours) gave 93.5% final punty, 99.9% purity with the agglomerates free of

mycelin, {abtained by use of air).
‘Acid salt formation {pH = 12 for three hours} gave B8.3% final purity.

EXAMPLE IV

For fermentation broths not containing lysocellin
loaded oil droplets, agglomeration with corn oil was
found to be able to recover a significant amount of
Iysocellin from the aqueous medium. The resulting corn
o1l agglomerates appeared to respond well to 29% caus-
tic solution to obtain good-purnity product. Table 3

salts. The wet solids were then reslurried into deionized
water to further remove caustic and soap ingredients.
The mixture was either centrifuged or filtered (vacuum
or pressure) for dewatering. Two to three washes might
be needed to obtain high purity. The results are summa-
rized in Table 4 below, and demonstrate the advantages
of the invention in providing high yields of purified
lysocellin from agglomerates.

TABLE 4

Yields with Acid Salt Formation Recovery Process
for Batches Containing Fermentation-Produced Beads

Oleic Acid/ Titer Beads/ e 7 Punty Effective
Batch  Sovail Feed (g/1) Filtrate L vsocellin (After NaOHD) Recovery  Yield Titer*
4 80,20 26  91.5¢¢ (Beads)  68.09 (73.1%¢)Y 9.9 58.1C% 8177 21
8.5¢ (Filt.) 0.21
7 60/40 32 94.0% (50.5¢%)0 95.3 100.1% 94% 30
6.0%%
5 80,20 36 B8 %% (74.35%)® 99 8 86.3C% 76% 27
12%
6 70/ 30 29 91% (70.86¢ )P 99.9 10.9¢% 63T 19
9%
g 60/40 36 92¢7, (81.5¢¢)° 96.6 RS 457 797 18
8%

“PLyvsocellin content in the beads before and after water wash.

“Effective titer = lermenlation uter x overall vield.

shows the results from the combined agglomeration and
acid salt formation experiments under different operat-
ing conditions. The high overall vields of purified lyso-
cellin from corn oil agglomerates manifest the advan-
tages of the invention.

TABLE 3

Yields with Corn Qil Agglomeration and Acid Salt
Formation Process for Batches Not Containing
Discrete Ol Droplets

Batch No.

18 68 34
Olewc/Soyoil Feed 10070 80/20 100/0
Titer (g/1) |8 29 26
O1l Agglomeration
W1. €% Corn Oi1l Added 3 2.5 |
Dilution w/Water 1:3 1:1 1:1
Mixing Time (hr) 3 5 3
% Lyso in Agglom. 134 50.7 58.2
% Agglom. Step Yield 59 + 84.8 88.2
Acid Salt Formation
29 NaOH/Agglom. (w/w) 1:10 1:20 1:20
Rection Time (hr) 5 5 5
¢ Lyso Punty in Dried Product 86.1 - 93.0 86.6
% Step Yield | 72.3 79.4 89.9
% Overall Recovery 72.3 67.3 79.3
% Owverall Mass Balance 74.5 87.0 91.0

EXAMPLE V
Agglomerates from batches 4, 5, 6, 7 and 8 of Exam-

ple 11 were washed 1n tap water and subject to caustic 65

treatment in 2% NaOH for three hours. The caustic
mixture was centrifuged to separate lysocellin solids
from the aqueous liquid containing water-soluble lipid

What 1s claimed is:
1. A method for purifying a polyether antibiotic ma-

40 tenial comprnsing liberating polyether antibiotic from

agglomerates containing a lipid material and said poly-
ether antibiotic by separating said polyether antibiotic
from said lipid material through formation of an acid
salt of the lipid material and a desired acid salt of the
polyether antibiotic.

2. The method of claim 1 wherein said lipids comprise
glycerides, fatty acids or mixtures thereof.

3. The method of claim 2 wherein the polyether anu-
biotic material comprises lysocellin.

4. The method of claim 2 wherein the respective ratio
by weight of polyether antibiotic to lipid in the aggiom-
erates 1s from about 1:2 to about 3:1.

§. The method of claim 3 wherein the respective ratio
by weight of polyether antibiotic to lipid in the agglom-
erates is from about 1:2 to about 3:1.

6. The method of claim 4 wherein said ratio is from
about 1:1 to about 2:1.

7. The method of claim § wherein said ratio 1s from
about 1:1 to about 2:1.

8. The method of claim 1 wherein said acid salt of said
lipid is formed in an aqueous medium at a pH of the
medium of about 10 or higher.

9. The method of claim 3 wherein said acid salt of said
lipid is formed in an aqueous medium at a pH of the
medium of about 10 or higher. |

10. The method of claim § wherein said acid salt of
said lipid is formed tn an aqueous medium at a pH of the
medium of about 10 or higher.
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11. The method of claim 7 wherein said acid salt of
said lipid is formed in an aqueous medium at a pH of the
medium of about 10 or higher.

12. The method of claim 9 wherein said acid salt of
said lipid 1s formed in the presence of aqueous NaOH or
KOH.

13. The method of claim 10 wherein said acid salt of
said lipid 1s formed in the presence of aqueous NaOH or

KOH.

5

14. The method of claim 11 wherein said acid salt of 10

said lipid is formed in the presence of aqueocus NaOH or
KQOH.

15. The method of claim 12 wherein said aqueous
medium has a weight of from about 5 to about 20 times
that of said agglomerates.

16. The method of claim 13 wherein said aqueous
medium has a weight of from about 5 to about 20 times
that of said agglomerates.

17. The method of claim 14 wherein said aqueous
medium has a weight of from about 5 to about 20 times
that of said agglomerates.

18. The method of claim 15 wherein the pH of said
medium is about 12-14, and said medium is agitated for
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a period of from about 1 to about 5 hours to substan-
tially form said acid salt of said lipid, and to liberate the
polyether antibiotic as an insoluble material, wherein
insoluble polyether antibiotic material 1s thereafter iso-
lated from the medium.

19. The method of claim 16 wherein the pH of said
medium is about 12-14, and said medium 1s agitated for
a period of from about | to about 5 hours to substan-
tially completely form said acid salt of said lipid, and to
liberate the polyether antibiotic as an insoluble material,
wherein insoluble polyether antibiotic material is there-
after isolated from the medium.

20. The method of claim 17 wherein the pH of said
medium is about 12-14, and said medium is agitated for
a period of from about 1 to about § hours to substan-
tially completely form said acid salt of said lipid, and to
liberate the polyether antibiotic as an insoluble material,
wherein insoluble polyether antibiotic materal is there-
after 1solated from the medium.

21. The method of claim § wherein the liberated
polyether antibiotic is further purified by washing said

polyether antibiotic with hexane.
» w* % 3 ik



	Front Page
	Specification
	Claims

